This study investigated whether rosiglitazone may affect breast cancer risk in female patients with type 2 diabetes mellitus in Taiwan In conclusion, rosiglitazone reduces breast cancer risk in female patients with type 2 diabetes mellitus, which shows a significant interaction with metformin.
INTRODUCTION
Rosiglitazone shows antiproliferative and apoptotic actions on breast cancer cells; and it may induce autophagy and inhibit the invasiveness and metastasis in breast cancer cell lines [1, 2] . In rats treated with the carcinogen 7,12-dimethylbenz(a)anthracene, rosiglitazone suppresses mammary tumor growth [3] . A recent study found that rosiglitazone may inhibit breast cancer growth in mice by suppressing the expression of a pro-inflammatory and protumor protein Gpr132 in tumor-associated macrophages [4] .
Whether these beneficial effects of rosiglitazone on breast cancer observed in cellular and animal studies can be extended to diabetic patients who use rosiglitazone as a therapeutic agent remains to be explored. In a pilot short-term clinical study conducted in women with newly diagnosed early breast cancer (stage 0-II), treatment with rosiglitazone 4 mg twice daily for 2-6 weeks did not show promising anticancer effect [5] . Similarly, a meta-analysis including 80 randomized clinical trials of rosiglitazone treatment > 24 weeks did not show a beneficial effect [6] . The summary hazard ratio for incidence of mammary and/or female genital tract malignancies associated with rosiglitazone was 1.19 (95% confidence interval: 0.62-2.26) [6] . On the other hand, an observational cohort study conducted in France suggested a significantly lower risk of breast cancer associated with rosiglitazone use, with an adjusted hazard ratio of 0.80 (95% confidence interval: 0.73-0.88) [7] .
The effects of rosiglitazone and pioglitazone on breast cancer may differ as shown in in vitro and in vivo studies [8] ; and in human observational studies [7, 9] . For examples, rosiglitazone but not pioglitazone may induce
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the expression of protein phosphatase and tensin homolog located on chromosome ten, a tumor suppressor gene that may play some role in the pathogenesis of breast cancer [8] . The French study conducted in humans also showed a significantly lower risk associated with rosiglitazone but not with pioglitazone [7] . However, this French study aimed primarily at analyzing the cancer risk associated with pioglitazone and has several limitations such as a restriction of the patients' age within 40-79 years and being able to adjust only for age and other antidiabetic drugs. The investigators did not consider other potential confounders that have been recognized as important risk factors of breast cancer, such as benign breast conditions [10] and use of estrogen [11] , and the protective effect of aspirin [12] . Furthermore, the French study failed to consider the effect of differential detection examinations that had been conducted in patients with and without the use rosiglitazone.
In the present study, the association between rosiglitazone and breast cancer was investigated in the Taiwanese female patients with type 2 diabetes mellitus by using the reimbursement database of the National Health Insurance (NHI) from the whole population during the period from 1996 to 2009. Table 1 compares the baseline characteristics between ever users (n = 53029) and never users (n = 378418) of rosiglitazone. All variables differed significantly. Ever users are characterized by older age, higher proportion with a diabetes duration ≥ 5 years, higher proportions of all comorbidities and other cancer, higher proportions of using other medications, and a higher proportion of receiving potential detection examinations. Table 2 shows the incidences of breast cancer in never users, ever users and different subgroups of the dose-response parameters (i.e., the tertile cutoffs of cumulative duration and cumulative dose) of rosiglitazone. The incidence rate in never users and ever users was 249.12 and 217.53 per 100,000 person-years, respectively. Table 3 shows the hazard ratios with regards to rosiglitazone exposure in different models. The overall hazard ratios for ever users versus never users showed a significantly lower risk in all models. While evaluating the dose-response relationship, a lower risk was observed in the third tertiles of both cumulative duration and cumulative dose in all models and all P values for the trend were significant. Table 4 shows the joint effects of metformin and rosiglitazone on breast cancer risk. There was a significant interaction between these two drugs. While compared to patients who had not been treated with either drug, users of metformin without rosiglitazone showed a significant 10% risk reduction, and users of rosiglitazone without metformin showed a non-significant 16% risk reduction.
RESULTS
The lowest risk was observed in users of both drugs (hazard ratio 0.812, 95% confidence interval: 0.705-0.934).
DISCUSSION
This is the first study conducted in an Asian population showing that rosiglitazone reduces the risk of breast cancer in Taiwanese female patients with type 2 diabetes mellitus. The findings were consistent in all models and showed an inverse dose-response relationship with both cumulative duration and cumulative dose of therapy ( Table 3 ). The reduced risk was statistically significant when the cumulative duration was > 14 months or when the cumulative dose was > 1792 mg (Table 3) . Furthermore, a significant interaction between metformin and rosiglitazone could be observed ( Table 4 ). The lowest risk was seen in patients who used both metformin and rosiglitazone (Table 4) .
Such a promising effect provided a rationale for more in-depth investigation on rosiglitazone in the prevention and treatment of breast cancer. Because previous in vitro and in vivo studies [8] and human observational studies [7, 9] suggested that rosiglitazone and pioglitazone may act differently in breast cancer and we have excluded pioglitazone from analyses, whether the beneficial effect of rosiglitazone can be extended to the other thiazolidinediones remains to be answered. Furthermore, the results could not be generalized to nondiabetic individuals, because only patients with type 2 diabetes mellitus were analyzed. Because rosiglitazone rarely induces hypoglycemia when used alone, it will be worthwhile to investigate its effects in nondiabetic women.
Patients with type 2 diabetes mellitus are characterized by insulin resistance [13, 14] , and female patients with type 2 diabetes mellitus are at an increased risk of breast cancer [15] . Studies suggested that insulin resistance and hyperinsulinemia may play an important role on the development of breast cancer [16, 17] . Adiponectin and leptin are two adipokines that may act oppositely on the risk of breast cancer [18] . While adiponectin may reduce the risk, leptin, on the other hand, is potentially associated with a higher risk [18] . Rosiglitazone and pioglitazone have both been shown to increase the level of adiponectin with little effect on leptin [19, 20] . Therefore, a possible explanation for the beneficial effect of rosiglitazone on breast cancer is through its action on the improvement of insulin resistance by elevating adiponectin levels. However, because both rosiglitazone and pioglitazone increase adiponectin and improve insulin resistance, but only rosiglitazone and probably not pioglitazone may show a beneficial effect on breast cancer risk [7] , this may argue against such a mechanism. On the other hand, rosiglitazone may induce the expression of a tumor suppressor gene related to breast cancer but pioglitazone may not [8] . This could partially explain the different clinical effects of rosiglitazone and pioglitazone on breast cancer. The recent study by Cheng et al. pointed to another potential mechanism of rosiglitazone on breast cancer development and growth via the inhibition of a pro-inflammatory and pro-tumor protein Gpr132 in tumor-associated macrophages [4] . Because the effect of pioglitazone on Gpr132 expression has not been examined, it remains unknown whether different drugs in the class of thiazolidinediones may exert different effects on breast cancer risk through their discrepant effects on Gpr132.
The present study confirmed our previous observation of a beneficial effect of metformin on breast cancer [21] (Table 4) . Additionally, the present study revealed a significant interaction between metformin and rosiglitazone and the lowest risk was observed in users of both drugs (Table 4) .
Because our previous studies suggested that use of insulin [22, 23] and/or sulfonylurea [24] are associated with a significantly higher risk of breast cancer, the higher proportions of their use in ever users of rosiglitazone (Table 1 ) might have only underestimated the beneficial effect of rosiglitazone.
This study has several strengths. First, potential risk of selection bias related to sampling error was unlikely because the database was derived from the whole population and it covered the whole period from the beginning of the marketing of rosiglitazone from 2001 in Taiwan to the end of 2009. Second, because the diagnosis of breast cancer was captured from all claim records from outpatient visits and hospital admission, the ascertainment rate should be high. Third, detection rate of breast cancer is less likely to be affected by socioeconomic status because most medical co-payments can be waived in patients with a diagnosis of cancer and there is a low drug cost-sharing in patients with low-income, in veterans or in patients with prescription refills for chronic disease. Fourth, the use of medical records significantly reduced the bias related to self-reporting. The study may also suffer from some limitations. First, there was a lack of measurement data for potential confounders such as family history, lifestyle, diet, obesity, tobacco smoking, alcohol drinking, and genetic parameters. Second, no biochemical data were available for evaluating their impacts. These may include hormonal profiles, blood glucose, hemoglobin A 1C , insulin, C-peptide, or parameters for insulin resistance. Third, we did not have information on the pathology, grading and staging of breast cancer for more in-depth analyses. Fourth, misclassification of breast cancer might occur in some patients. However, such a probability might not be high because mislabeling of a cancer diagnosis in the prescription handed to the patients would not be acceptable when the patients saw the diagnosis.
In summary, this study supports a beneficial effect of rosiglitazone on the prevention of breast cancer in Taiwanese female patients with type 2 diabetes mellitus. Furthermore, a significant interaction between metformin and rosiglitazone can be observed.
MATERIALS AND METHODS
The study was approved by an ethic review board of the National Health Research Institutes (approval number 99274).
In Taiwan, a compulsory and universal health care system (the so-called NHI) was implemented since March 1995. More than 99% of the residents are covered by the NHI, and > 98% of the hospitals throughout Taiwan are under contract with the NHI. Computerized and standard claim documents should be submitted by the contracted medical institutes for reimbursement.
The NHI reimbursement database, which contains detailed records on every visit (outpatient visits and hospital admission) for each patient, is handled by the National Health Research Institutes for academic research. The records include principal and secondary diagnostic codes, prescription orders, and claimed expenses.
Personal information of each individual was deidentified for the protection of privacy. Diabetes was coded 250.XX and breast cancer 174, based on the International Classification of Diseases, Ninth Revision, Clinical Modification (ICD-9-CM).
The database of all patients ever diagnosed of diabetes and under treatment with either oral antidiabetic agents or insulin during 1996-2009 was retrieved from the whole nation. Because pioglitazone may increase the risk of bladder cancer [25] [26] [27] [28] [29] , patients who had been treated with pioglitazone (n = 235287) were first excluded to avoid its contamination. An entry date was set on 1 January 2006. After excluding male patients (n = 935445), patients with a diagnosis of diabetes after 2006 (n = 342351), patients holding a Severe Morbidity Card with a diagnosis of type 1 diabetes (n = 7120, in Taiwan, a so-called "Severe Morbidity Card" can be issued to patients with type 1 diabetes after certified diagnosis and the patients can be waived of much of the medical co-payments), patients diagnosed of breast cancer before 2006 (n = 14755), patients who died (n = 96320) or withdrew from the NHI (n = 12502) before entry date, duplicated identification number (n = 106), and unclear information on date of birth or sex (n = 5120), a total of 431447 female patients diagnosed of type 2 diabetes mellitus and under treatment with oral antidiabetic agents or insulin were included into the analyses.
Patients ever prescribed rosiglitazone before entry date were defined as ever users; and those who had never been treated with rosiglitazone before entry date were defined as never users. The tertile cutoffs of cumulative duration of therapy in months and cumulative dose in mg were calculated and used as indicators of a dose-response relationship.
An entry date set at the beginning of 2006 was based on the following reasons: 1) Rosiglitazone was marketed in 2001 in Taiwan, and this entry date provided a longest exposure to rosiglitazone for 4 to 5 years at entry and a longest follow-up duration of 4 years; and 2) Pioglitazone was noted to potentially increase the risk of bladder cancer in the PROspective pioglitAzone Clinical Trial In macroVascular Events in 2005 [26] , and in 2007, an increased risk of acute myocardial infarction has been challenged with the use of rosiglitazone [30] . These reports had caused tremendous changes in the physicians' prescription behavior and the patients' adherence. The physicians would tend to withdraw thiazolidinediones including rosiglitazone and pioglitazone (troglitazone was not available in Taiwan) and the patients might not adhere to the drugs even if they were prescribed. Therefore, a later entry date after the year 2006 would not only make the estimation of the cumulative duration and cumulative dose of rosiglitazone less reliable, it could also shorten the follow-up duration for cancer incidence.
All comorbidities and covariates were determined as a status/diagnosis before the entry date. The ICD-9-CM codes for the comorbidities were [31] [32] [33] [34] [35] The following examinations were considered as "potential detection examinations" that might lead to a confounding effect: 1) mammography; and/or 2) breast sonography. Baseline characteristics were compared by Chi-square test between ever users and never users of rosiglitazone.
The incidence density of breast cancer was calculated for different subgroups of rosiglitazone exposure including ever users, never users and the tertiles of cumulative duration and cumulative dose. The numerator was the number of patients with incident breast cancer during follow-up, and the denominator was the person-years of follow-up. For ever users, the follow-up ended on the date of breast cancer diagnosis or on the date of the last record in the reimbursement database in individuals without incident breast cancer. For never users, the follow-up ended on the date of breast cancer diagnosis, or on the date of rosiglitazone initiation or the last reimbursement record, depending on which occurring first. This would ensure no exposure to rosiglitazone at the end of follow-up in the never users.
Cox proportional hazards regression was used to estimate the hazard ratios for breast cancer for ever users and for the tertiles of cumulative duration and cumulative dose, using never users as the referent group.
The following four models were created: 1) unadjusted; 2) adjusted for age; 3) adjusted for selected important risk factors of breast cancer including age, benign breast conditions, use of estrogen, and use of aspirin; and 4) adjusted for all baseline characteristics (fully adjusted).
Metformin has been shown to reduce the risk of various types of cancer [36] [37] [38] [39] [40] [41] [42] . Because our previous study also suggested that metformin may prevent breast cancer [21] , additional analyses were conducted to evaluate the potential joint effects of metformin and rosiglitazone. The incidence rates of breast cancer and the fully adjusted hazard ratios were calculated for the following 4 subgroups with regards to the use of metformin and rosiglitazone: 1) metformin (−)/rosiglitazone (−) as referent, 2) metformin (+)/rosiglitazone (−), 3) metformin (−)/rosiglitazone (+), and 4) metformin (+)/rosiglitazone (+).
Analyses were conducted using SAS statistical software, version 9.3 (SAS Institute, Cary, NC). P < 0.05 was considered statistically significant.
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